topology of un/modified TCR constructs used throughout this manuscript. (D)
The top panel depicts the domain arrangements of the wild type human TCRchain of the gp100-specificity used as a 'sensor' for mispairing with a 3-domain scTCR of the same antigenspecificity and thus, served as a 'surrogate' for any endogenous TCRchain in mispairing analyses. Additionally, the human wild type or in C-domain murinized (chimerized) double chain TCRs of the gp100-and pp65-specificity, respectively (green or grey). The middle panel depicts the autonomously coexpressed mouse C-domain (grey) along with modified human 3-domain single chain TCRs gp100 murinized in TCR C-domains (green-rimmed).
They were either functionally unresponsive by a silencing mutation S109Q situated on top of the CDR3antigen-recognizing loop, and/or stabilized in V-domain pairing via an artificial disulfide bond bridging VG49C with the C-terminal tail of the Gly/Ser-rich linker at position G17C. The bottom panel illustrates the wild type murine TCRchain also used as a 'sensor' of mispairing and the modified murine single chain TCRs p53 (grey-rimmed) either functionally unresponsive by a silencing mutation D109A on top of CDR3, and/or stabilized in V-domain pairing via an artificial disulfide bond bridging VG51C with the C-terminal tail of the same linker at position G16C. Beside the wild type disulfide bond in TCR Cdomains a routinely used artificial disulfide bond between C T84C / C S79C accomplished stronger C-domain interaction. Enumeration was according to the IMGT database as cited in the main text. Mispairing of mouse scTCR p53 (V3) with human TCR (gp100, pp65) is much lower than mispairing with murine TCR (p53, MDM2). Also, mispairing of a mouse scTCR p53 with human TCR is much lower than mispairing of a human (chimerized) scTCR gp100 with human ones (Suppl. Fig. 2A ). TCR-mispairing was assessed from coexpression with TCR gp100. 20 h after coculture with K562-A2 dose-dependently pulsed with the relevant gp100(280-288) or an irrelevant peptide at 10 -6 M at an E:T-ratio of 6:1, responder T-cells were submitted to an IFN-Elispotassay. The incorporation of the scTCR-fragment stabilizing disulfide bond into Hu Chim scTCR gp100 yielded equal IFN-spot production down to 10 -9 M peptide pulse compared with unmodified Hu Chim scTCR gp100 + Mu C and importantly, eliminated residual IFN-spot production at 10 -6 M peptide pulse (black box) resulting from TCR-mispairing. 
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